Background: Extracellular vesicles (EVs) are endogenous membrane vesicles with a diameter of 30-200 nm. It has been reported that hypoxic cancer cells can release numerous EVs to mediate multiple regional and systemic effects in the tumor microenvironment. Methods: In this study, we used ultracentrifugation to extract EVs secreted by TE-13, an esophageal squamous carcinoma (ESCC) cell line during normoxia and hypoxia and performed high-throughput sequencing to detect exosomal miRNAs. Gene ontology (GO) and KEGG pathway analyses were used to reveal pathways potentially regulated by the miRNAs. Results: A total of 10 810 miRNAs were detected; 50 were significantly upregulated and 34 were significantly downregulated under hypoxic environment. GO analysis identified enrichment of protein binding, regulation of transcription (DNA-templated), and membrane as molecular function, biological process, and cellular component, respectively. KEGG pathway analysis revealed cancerassociated pathways, phospholipase D signaling pathway, autophagy, focal adhesion and AGE-RAGE signaling as the key pathways. Further verification experiment from qRT-PCR indicated that miR-128-3p, miR-140-3p, miR-340-5p, miR-452-5p, miR-769-5p and miR-1304-p5 were significantly upregulated in EVs from hypoxia TE-13 cells while miR-340-5p was significantly upregulated in two other ESCC cells, ECA109 and TE-1. Conclusion: This study, for the first time reveals changes in the expression of exosomal miRNAs in hypoxic ESCC cells and these findings will act as a resource to study the hypoxic tumor microenvironment and ESCC EVs.
Introduction
Esophageal cancer is the sixth leading cause of cancerrelated death worldwide. A total of 455,00 esophageal cancer diagnoses and 400, 200 deaths were reported in 2012. 1 The two main types of esophageal cancer are squamous cell carcinoma and adenocarcinoma. 2 Although multimodal treatment approaches including surgery, radiotherapy, and chemotherapy have been applied, the five-year survival rate for esophageal squamous cell carcinoma (ESCC) remains less than 30%. [3] [4] [5] Radiotherapy is an essential therapy for patients with ESCC. However, a large portion of ESCC tumors develop resistance to radiotherapy, indicating the importance of enhancing the radiation sensitivity of ESCC.
Early studies have found that the radiation sensitivity of cancer cells is largely determined by the presence of oxygen. For most cells, the oxygen enhancement ratio is 2.5-3.0 after a single dose of radiation. This means that the radiation dose required to kill hypoxic cells is 2.5 to three times more than the dose required to kill aerobic cells. 6 The tumor microenvironment (TME) is made up of different cell types, extracellular matrix, and numerous extracellular molecules. 7 Accumulated evidence underscores the role of TME in promoting tumor formation and progression. 8, 9 Hypoxia is a phenomenon commonly observed in the TME and is defined as the reduction in tissue oxygen tension. 9, 10 Several cancer characteristics, such as neovascularization, alteration of energy metabolism, immune escape, initiation of invasion and metastasis, uncontrolled inflammation, sustaining proliferation, repressing apoptosis, and genomic instability are associated with hypoxia. [11] [12] [13] [14] [15] [16] Extracellular vesicles (EVs) are endogenous membrane vesicles with a diameter of 30-200 nm and contain proteins, lipids, and various types of nucleic acids, including DNA and RNA. Intercellular communication in the tumor microenvironment is suggested to be involved in therapeutic resistance. Tumor-derived EVs contain proteins and nucleic acids, which serve as key mediators of cellular communication, promoting tumor progression and treatment resistance. 17 Hypoxic cells release numerous EVs which have been shown to mediate multiple regional and systemic effects, such as local neovascularization and invasiveness as well as distant organ metastasis. 18 MicroRNAs (miRNAs) are non-coding small RNA molecules that regulate gene expression at the post-transcriptional/translational level.
They play a considerable role not only in normal development, but also in human diseases, including malignancy. 19 Exosomal miRNAs in the blood appear stable and have gained potential as noninvasive biomarkers in the context of tumor hypoxia, which regulates miRNA transcription and maturation. 20 Several studies have investigated exosomal miRNAs as tumor biomarkers. [21] [22] [23] [24] [25] In this context, we hypothesized that exosomal miRNAs might reflect hypoxic tumor components and consequently, imply response to nCRT treatment in patients with ESCC. Here, we isolated EVs from ESCC cell lines and characterized specific exosomal miRNA constituents by high-throughput sequencing.
Methods

Cell culture and hypoxic treatment
The ESCC cell line TE-13, ECA109, TE-1 was purchased from a typical cell culture collection committee of the Chinese Academy of Sciences Library. The cells were cultured in RPMI-1640 medium (Gibco, CA, USA) supplemented with 10% FBS (Gibco, CA, USA), 100 U/mL penicillin and 100 μg/mL streptomycin at 37 C in a humidified atmosphere of 5% CO 2 . Cells were routinely examined for Mycoplasma contamination. To induce hypoxic conditions (<1% O 2 ), cells were cultured at 37 C in the same incubator in an AnaeroPack jar with AneroPack-Anaero (Mitsubishi, Tokyo, Japan) according to the manufacturer's instructions. The hypoxic environment was confirmed by hypoxia inducible factor 1 subunit alpha (HIF-1α) expression.
EV isolation and identification
FBS was depleted of EVs by ultracentrifugation at 140000 g at 4 C for 16 hours (Beckman Coulter Avanti J-30I, CA, USA), and the supernatant was collected and filtered using a 0.22 μm filter (Millipore, MA, USA). Before EV isolation, the cells were cultured in normal medium until 50% confluency and then the medium was replaced with RPMI-1640 with 10% EV-depleted FBS and cultured under normoxic or hypoxic conditions. After 48 hours, cell culture medium was collected (50 mL), and EVs were isolated by differential centrifugation at 500 g for five minutes, 2000 g for 15 minutes, and 12 000 g for 30 minutes, to remove floating cells and cellular debris. The supernatant 
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Thoracic Cancer 11 (2020) 570-580 was then ultracentrifuged at 120000 g for 70 minutes and the pellet resuspended in PBS and ultracentrifuged. The EVs were used immediately for further experiments.
EVs were resuspended in PBS and fixed with 4% paraformaldehyde and 4% glutaraldehyde in 0.1 M phosphate buffer (pH 7.4) and kept at 4 C until analysis. A drop of EV sample from each condition (normoxic or hypoxic) was placed on a carbon-coated copper grid and immersed in 2% phosphotungstic acid solution (pH 7.0) for 30 seconds. The preparation was examined under an electron microscope (JEM-1200EX, JEOL Ltd., Tokyo, Japan) at an acceleration voltage of 80 kV. The size distribution and concentration of EVs were analyzed by nanoparticle tracking analysis (NTA) using a ZetaView particle tracker from ParticleMetrix (Meerbusch, Germany). CD63 (1:1000, ab68418, Abcam, MA, USA) and CD81 (1:1000, ab155760, Abcam, MA, USA) were used as exosomal markers and Calnexin (1:1000, ab75801, Abcam, USA) was used as a negative control for EVs.
Western blotting
Samples of cells, supernatant and EVs were washed and resuspended in RIPA lysis buffer (Beyotime, Shanghai, China) with protease inhibitor mixture (Millipore, MA, USA). Proteins were separated based on their molecular weight by sodium dodecyl sulphate polyacrylamide gel electrophoresis and then transferred onto a polyvinylidene fluoride membrane (Millipore, MA, USA). The membranes were blocked with 5% skim milk powder in Tris-buffered saline containing Tween 20 (TBST) for two hours, and the membranes were then incubated at 4 C overnight with specific primary antibodies. The membranes were rinsed in TBST for three times (10 minutes each time), and incubated in secondary antibodies at room temperature for two hours and were then washed again in TBST (three times, 10 minutes each time). Protein expression levels were detected by ECL Plus (Millipore, MA, USA) using a Bio-Imaging System.
Construction of small RNA libraries and bioinformatic analysis
Raw reads were analyzed using an in-house program, ACGT101-miR (LC Sciences, Texas, USA) to remove adapter dimers, junk, low complexity, common RNA families (rRNA, tRNA, snRNA, snoRNA), and repeats. Subsequently, unique sequences with a length of approximately 18-26 nucleotides were mapped to specific species precursor miRNAs in miRBase 22.0 by BLAST search to identify known miRNAs and novel 3p-and 5p-derived miRNAs. Length variation at both 3 0 and 5 0 ends and one mismatch within the sequence was allowed in the alignment. The unique sequences mapping to specific species mature miRNAs in hairpin arms were identified as known miRNAs. The unique sequences mapping to the other arm of known specific species precursor hairpin opposite to the annotated mature miRNA-containing arm were considered novel 5p-or 3p-derived miRNA candidates. The remaining sequences were mapped to other selected species' precursor miRNA (with the exclusion of specific species) in miRBase 22.0 by BLAST search. The mapped pre-miRNAs were further BLASTed against the genomes of specific species to determine their genomic locations. We defined the above two as known miRNAs. The unmapped sequences were BLASTed against the specific genomes, and the hairpin RNA structure containing sequences were predicted from the flank 80 nucleotide sequences using RNAfold software (http://rna. tbi.univie.ac. at/cgi-bin/RNAfold.cgi). The criteria for secondary structure prediction were:1 number of nucleotides in one bulge in stem (≤12) 2 number of base pairs in the stem region of the predicted hairpin (≥16) 3 cutoff of free energy (kCal/ mol ≤−15) 4 length of hairpin (top and bottom stems + terminal loop ≥50) 5 length of hairpin loop (≤20) 6 number of nucleotides in one bulge in mature region (≤8) 7 number of biased errors in one bulge in mature region (≤4) 8 number of biased bulges in mature region (≤2)9 number of errors in mature region (≤ 7) 10 number of base pairs in the mature region of the predicted hairpin (≥ 12) 11 percent of mature in stem (≥80).
Analysis of differentially expressed miRNAs
Differential expression of miRNAs based on normalized deep-sequencing counts was analyzed by selectively using 
Prediction of target genes of miRNAs
To predict the genes targeted by most abundant miRNAs, two computational target prediction algorithms (TargetScan 50 and Miranda 3.3a) were used to identify miRNA binding sites. Finally, the data predicted by both algorithms were combined and the overlaps were calculated. The GO terms and KEGG pathways of the most abundant miRNAs and miRNA targets were also annotated.
miRNA RT-PCR
Following the manufacturer's instructions, total RNA was extracted with TRIzol reagent (Invitrogen, USA). For 
Statistical analysis
Statistical analysis was performed by two-way ANOVA using GraphPad Prism 8.0 software (San Diego, CA) and P < 0.05 was statistically significant.
Results
Characterization of normoxic and hypoxic ESCC EVs
Following culture under normoxic and hypoxic conditions for 48 hours, features of isolated EVs were characterized in detail ( Fig. 1) . First, hypoxic responses were confirmed by expression of HIF-1α in hypoxic cells ( Fig. 1(a) ). Next, transmission electron microscopy (TEM) revealed that the isolated EVs were defined by a lipid bilayer ( Fig. 1(b) ), and further measurements by NTA showed a mean vesicle size of 74.1 nm ( Fig. 1(c) ). Finally, released vesicles from both normoxic and hypoxic TE13 cells expressed proteins known to be enriched in EVs (CD63 and CD81) and showed no expression of the endoplasmic reticulum marker (Calnexin) used as a negative control, as observed by western blotting analysis ( Fig. 1(d) ).
Differentially expressed miRNAs in EVs
A total of 10 810 miRNAs were detected in EVs from the two groups. Only 2601 miRNAs were detected in the normoxic group and 2990 miRNAs in the hypoxic group and 5210 were detected in both groups (Fig. 2) . Of the total 10 810 miRNAs, 50 were significantly upregulated and 34 were significantly downregulated after hypoxic treatment when compared to those in controls (P < 0.05, fold change ≥2) ( Table 1 , Table S1 ).
Functional analysis of miRNA target genes
We next performed a GO analysis to better understand the functional association of target genes with the differentially expressed miRNAs ( Fig. 3(a) and (b) ). Our GO analysis included three parts: molecular function (MF), biological process (BP) and cellular component (CC). We determined two main functions for the first part (MF): protein binding and metal ion binding. Their function with respect to BP was determined to be regulation of transcription (DNAtemplated). When classified according to CC, membrane was identified as the largest component. Next, the function of the predicted target mRNAs of the identified miRNAs was analyzed using KEGG pathway analysis (Fig. 3(c) , Table 2 , Table S2 ). Differentially expressed miRNAs and their target mRNAs were determined to be mostly involved in cancer-related pathways, phospholipase D signaling pathway ( Fig. 4) and some other pathways such as focal adhesion and autophagy. AGE-RAGE with high enrichment factor may be also involved.
Verification of predicted differentially expressed miRNAs
We selected 13 miRNAs which are upregulated in hypoxic EVs (P < 0.01) and have high or middle expression levels (hsa-miR-95-3p, hsa-miR-128-3p, hsa-miR-140-3p, hsa-miR-148b-3p, hsa-miR-192-5p, hsa-miR-340-5p, hsa-miR-125b-1-3p, hsa-423-3p, hsa-miR-452-5p, hsa-miR-532-5p, hsa-miR-769-5p, hsa-miR-1304-p5, hsa-miR-3143) and verified them in hypoxia EVs and normoxia EVs of Te13 cells by RT-PCR. The results showed that miR-128-3p, miR-140-3p, miR-340-5p, miR-452-5p, miR-769-5p and miR-1304-p5 were significantly upregulated in hypoxic EVs (Fig.5(a) ). We further verified these seven miRNAs in EVs of TE1 and ECA109 cells and found that miR-340-5p was overexpressed in hypoxic EVs of all three types of cells ( Fig.5(b) and 5(c) ).
Discussion
Hypoxia, as a vital microenvironmental factor, plays a key role in the progression and metastasis of tumors. Tumor hypoxia leads to tumor characteristics such as resistance to apoptosis by alteration of oncogene expression, genomic instability, tumor angiogenesis, and epithelial to mesenchymal transition. Moreover, hypoxia is a major issue in the treatment of cancers. 9, 13, 14 Destruction of tumor cells by ionizing radiation and certain drugs such as bleomycin is dependent on the presence of reactive oxygen species (ROS). During hypoxia, oxygen exhaustion results in decreased intracellular ROS and radioresistance and chemoresistance of tumors. 26 However, DNA double-stranded breaks caused by ionizing radiation are repaired by oxygen molecules since they have a higher affinity for unpaired electrons of free radicals. 6 Based on recent research, HIF-1 affects different aspects of immune response, including differentiation of immune cells and function of immune cells in the TME. Growing 
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Thoracic Cancer 11 (2020) 570-580 evidence suggests that antitumor immune response may be suppressed by tumor hypoxia. 27 Here, for the first time, we report a basic study of miRNA profiles of EVs released from hypoxic ESCC cell lines. A set of exosomal miRNAs were selected based on the frequency or magnitude of variance in hypoxic versus normoxic cells. The TE-13 cell line was cultured in a medium with EV-depleted FBS to avoid bovine EV contamination. The cell line-derived EVs were isolated by ultracentrifugation and washed with PBS to avoid protein aggregates and other carriers of extracellular miRNA contamination to the maximum extent. Using a sequencing approach, we obtained 10 810 miRNAs from the normoxic group and hypoxic group. Only 2601 miRNAs were detected in the normoxic group, and only 2990 miRNAs were detected in the hypoxic group and 5210 miRNAs were detected in both groups. Of the total 10 810 miRNAs, 50 were significantly upregulated and 34 were significantly downregulated after hypoxic treatment when compared to controls (P < 0.05).
Using these data, we performed a GO analysis and found that the biological function of the miRNAs was related to protein binding. It is reported that mammalian cells possess evolutionarily conserved endogenous mechanisms that enable them to respond to low-oxygen conditions. This response is regulated by protein-protein interactions and their downstream signaling pathways. 28, 29 Given this biological function, it is likely that some key proteins might regulate the hypoxic responses. Hence, KEGG pathway analysis was performed,which showed that the differentially expressed miRNAs were mainly involved in the cancer-related pathways and phospholipase D signaling pathway. The abnormal activation of tumorigenic signaling pathways is a comprehensive phenomenon in cancer and drives oncogenesis and malignant transformation. The key downstream proteins of these signaling pathways might interact with each other to form a feedback stimulation loop. Therefore, blockade of overactivated cancer pathways can be an important target for cancer therapy. 30, 31 For instance, tyrosine kinase inhibitors have been successfully used to treat mutant EGFR non-small cell lung cancer. Recent findings have shown that phosphatidic acid generated by phospholipase D play a role in numerous essential cellular functions, such as vesicular trafficking, exocytosis, autophagy, regulation of cellular metabolism, and tumorigenesis. Phospholipase D is a regulator of intercellular signaling and metabolic pathways, particularly in cells that are under stress. [32] [33] [34] Cancer cells are characterized by the generation of lactic acid from glucose despite adequate oxygen for oxidative phosphorylation, known as the Warburg effect. The Warburg effect provides a strategy for cancer cells to survive under hypoxic conditions and nutrient deprivation. The shift from oxidative phosphorylation to anaerobic glycolysis in response to hypoxia is mediated by the production of HIF. 11, 35 Early studies in renal and breast cancer cells have demonstrated that increased phospholipase D is required for the expression of HIF-1 and HIF-2, and aerobic glycolysis in these cells is dependent on elevated phospholipase D activity. [36] [37] [38] In addition, some other pathways such as focal adhesion, autophagy and AGE-RAGE with high enrichment may also be involved in hypoxic cancer biology. Focal adhesion pathway changes in cancer development and cancer adhesion have been reported to be the main factors for chemotherapy resistance, 39 while autophagy has been widely reported to take part in multidrug resistance during cancer treatment. 40 Moreover, a novel pathway which has been reported in cancer research in recent years is AGE-RAGE pathway. Hypoxia-induced glycolysis may lead to enhanced glucose uptake of tumor cells which results in accumulation of advanced glycation end products (AGE). The role of AGE in cancer progression is being extensively studied. In colorectal and oral cancer, silencing AGE-RAGE signaling can repress cancer cells from proliferation and migration. Since tumor masses are innate hypoxia and highly glycated, inhibition of AGE-RAGE interaction might be a potential therapeutic target. 41 Our findings regarding the potential pathways involved in hypoxic EVs might provide new insight that hypoxic cancer cells can affect the surrounding TME in a paracrine manner. Further verification experiment from RT-PCR indicated that miR-128-3p, miR-140-3p, miR-340-5p, miR-452-5p, miR-769-5p and miR-1304-p5 were significantly upregulated in EVs from hypoxia TE-13 cells while miR-340-5p was significantly upregulated in two other ESCC cells, ECA109 and TE-1. These miRNAs even have inconsistent effect in cancer biology, such as miR-340-5p has been identified as both a tumor suppressor and tumor promoter in multicancers, including breast cancer, gastric cancer and non-small cell lung cancer; thus, these validated miRNAs from RT-PCR are worthy of further investigation in the future.
There are several limitations in this study. First, the sequencing data was based observations from ESCC cell lines. Considering tumor heterogeneity, our results might not include all the potential differentially expressed miRNAs in hypoxic ESCC cells. We did not validate all the obtained data in EVs from other ESCC cell lines due to the large number of altered miRNAs (50 upregulated and 34 downregulated). In conclusion, the miRNAs in EVs secreted by ESCC cells can undergo significant changes after hypoxia. The Warburg effect and shift from oxidative phosphorylation to anaerobic glycolysis in response to hypoxia may be associated with the intercellular communications via EVs in the hypoxic TME. More studies concerning mechanisms and phenotypic changes of phospholipase D activity, focal adhesion, autophagy, AGE-RAGE and other pathways in the future will help to explore the relationship between hypoxic TME and EVs.
